WT Gpr176 kDa kDa 100 75 N17Q N26Q N11Q N4Q WT Supplementary Figure 1 | Comparison of SDS-PAGE migration profiles of wild-type (WT) Gpr176 and mutants containing a single Asn (N) to Gln (Q) substitution of the potential N-terminal glycosylation sites.
) | N-glycosylation deficiency leads to decreased expression of GFP-fused Gpr176. Flp-In TREx293 cells expressing either WT or N-ter mut Gpr176-GFP fusion protein were immunoblotted for Gpr176 (upper) and β-Actin (lower). The protein extracts from N-ter mut cells were loaded five-fold over WT cells to increase the sensitivity of protein detection. Figure 3 (related to Fig. 3 ) | Partially overlapped localization of N-ter mut Gpr176 and calnexin in Flp-In TREx293 cells. Cells expressing N-ter mut Gpr176-GFP (green) were immunolabeled for calnexin (red) . Calnexin is an ER-resident lectin chaperone that binds with N-linked oligosaccharides containing terminal glucose residues. The merged image is a combined image with DAPI (blue). Cells are representative of a population with independent experiments. Scale bars, 10 μm. Note that in the ER, calnexin (red) and N-ter mut Gpr176 (green) were not completely overlapped, likely consistent with the idea that N-ter mutation of Gpr176 results in the loss of N-glycans to which calnexin binds. In this assay, we analyzed non-tagged Gpr176 (i.e., no C-terminal GFP). Flp-In TREx293 cells that express N-glycosylation deficient Gpr176 (i.e., N-ter mut) were treated with either MG132 or bafilomycin A1 at the indicated concentrations for 6 hours and immunoblotted for Gpr176 (upper) and β-Actin (lower). Arrowhead indicates the position of aglycosylated Gpr176. Asterisk, a non-specific band (see . 6I ). Fig. 1B (A) , Fig. 1C (B) , Fig. 2A (C) , Fig. 2B (D) , Fig. 3C (E) , Fig. 3D (F), Fig. 5C (G) , Fig. 6B (H) , Fig. 6C (I) , Fig. 6G (J) , Supplementary  Fig. 2 (K) , Supplementary Fig. 4 (L) , Supplementary Fig. 6A (M) , and unaltered confocal images shown in Fig. 3A (N) , Fig. 3B (O) , and Supplementary Fig. 3 (P) . 
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